The mitotic index (%) and DNA damages such as chromosomal aberrations (%), nuclear abnormalities (%) and micronucleus (%) are calculated when roots of Allium cepa are treated with different concentrations of a metallodrug for 48 h.
Materials and Reagents
A. Micronucleus assay a. Remove the culture medium after 48 h, and then rinse the cells three times each with 3 ml PBS.
b. Remove PBS and add 2-3 ml of a hypotonic solution (75 mM KCl) solution and leave the dishes/plates at room temperature (RT) for 10 min.
c. Remove the KCl, the cells will be fixed by at least three changes of 1/3 acetic acid/methanol with fast rinse procedure. Repeat the procedure three times. Remove the solution of acetic acid/methanol and the cover slips will be also washed with cold methanol containing 1% acetic acid.
d. Add 3 ml of acridine orange solution (5 μg ml ) and incubate for 15 min at 37 °C.
e. Remove the acridine orange, and the cover slips will be rinsed three times each with 3 ml PBS to remove any excess acridine orange stain.
f. Get the cover slip from the well and put it face down on the drop of PBS, push it tightly and attach to the glass slide.
g. The slide now is ready to observe under a fluorescence microscope.
B. Allium cepa assay (Figure 1) 1. Purchase fresh onion bulbs (Allium cepa, ~1.0-1.5 cm in diameter) from a local grocery store.
2. Remove and discard the outermost dry, brown layers without destroying the root primordia.
3. Place the bulbs of Allium cepa on test tubes (10 ml) containing double distilled water. 8. Transfer the roots into Eppendorf tubes with 1.0-1.5 ml 6 N HCl at 37 °C for 10 min.
9. Remove HCl and wash the roots for 1 min in distilled water.
10. Transfer the root tips into Eppendorf tubes and add 1.0-1.5 ml Schiff's reagent.
11. Incubate the root tips for 40 min at 37 °C.
12. Wash the root tips for 1 min in 45% acetic acid.
13. Remove the root caps from the well stained root tips with a razor blade. The length of roots treated should be about 0.5-2.0 cm.
14. Immerse 1 mm of the meristematic in a drop of 45% acetic acid on a clean microscope slide.
Put a coverslip onto mounting solution with one edge contacting the solution first; allow 3. Selected depiction of micronuclei formed in treated with an agent or not HCEC cells is shown in Figure 2 . 
